Heterophilic antibodies interfere in two-site immunoassays. Our purpose was to screen for the samples containing heterophilic antibodies that react with mouse immunoglobulins and to use them to determine how to eliminate interference in various two-site immunoassays being developed in our laboratory. Of We used antibodies with different specificity rather than the one monoclonal antibody in a two-site assay described by Boscato 
give erroneously high results by reacting with immobilized and conjugated antibodies in the absence of analytes. The incidence of such erroneous results was reported to be from 9.12% (6) to 40% (7) in normal populations and could reach 74% in patients receiving murine monoclonal antibodies for therapeutic and diagnostic purposes (8, 9).
Eliminating the interference from heterophilic antibodies in two-site immunoassays has been achieved by adding normal mouse serum (6, 10), unrelated murine monoclonal antibodies (6,9), polyclonal antibodies from other animal species (7,11), and polymerized monoclonal or polyclonal murine antibody (12) to the immunoassay reagents. The use of immobilized and conjugated antibodies from two different animal species (4) We used antibodies with different specificity rather than the one monoclonal antibody in a two-site assay described by Boscato by using methylumbelliferone phosphate as a substrate as described earlier (16).
Monoclonal
antibodies.
The production and purification of the monoclonal antibodies used in the development of the creatine kinase MB (CKMB) assay was similar to that described earlier (17 
CKMB calibrators.
We added purified human CKMB (Aalto Scientific Ltd., Vista, CA) to a CKMB-free human serum pool so that the final CKMB concentrations of the five calibrators were 0, 13.8,32,64, and 128 jzgfL.
CKMB immunoassay.
We dispensed chromium dioxide particles coated with 10 L of anti-CKB antibody, 300 1zL of appropriately diluted conjugate, and 300 pL of sample or calibrator into a test tube. After mixing the contents of the tubes, we placed the tubes in a water bath at 37#{176}C for 15 This observation suggests that most of the heterophilic antibodies were specific for the F region. The higher proportion of Fe-specific heterophilic antibodies may be due to high conservation of F region of an antibody molecule.
